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ABSTRACT Objective: To explore expression of Wnt/B-catenin signaling in gastric cancer and the relationship of tumor metasta-
sis. Methods: 47 cases of gastric cancer sample and 47 cases of normal Gastric tissue from the same patients that obtained by surgery
were selected from June 2010 to June 2012 in our hospital as observe group and control. Proteins of Wnt/B-catenin signaling were ana-
lyzed by real time PCR and Western blot in gastric cancer sample and normal Gastric tissue. The relationship between proteins of
Wnt/B-catenin signaling and tumor metastasis was analyzed. Results: mRNA level of Wntl, Wnt3, Wnt3a, B-catenin, CyclinD1 and
c-Myc in gastric cancer tissue significantly enhanced than that in normal gastric tissue (P<0.05). Protein level of total B-catenin and nu-
clear B-catenin in gastric cancer tissue significantly enhanced than that in normal gastric tissue (P<0.05). Protein level of phosphorylation
[B-catenin n gastric cancer tissue significantly reduced than that in normal gastric tissue (P<0.05). Compared with nometastasis patients,
Wntl, Wnt3, Wnt3a mRNA level in gastric cancer tissue from metastasis patients significantly enhanced (P<0.05). Conclusion: Abnormity
of Wnt/B-catenin signaling pathway play a important function in development and metastasis of gastric cancer.
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P 23 ) T AT ARRT A RIEZ T . TR HUE A D
AT IEH B AHLWE X RS, TR IEH 423 20 2 Ay )
WESEAR RIS o 47 BB ARG UESE 28 ] Ik L5
19 BIR W . HeR A MAEF AL 4 B H AR AR S ] e
IS LA TG o B ZURIEF B 42U J5 sk
T -80C I By R HEHATICH, G 2 R RNA FEAF 5200
1.2 SR EE AN

B-catenin, MRk B-catenin FREAHTI H CST 2 ) ;HRP-
EHLR —HiW [ santa cruz /A ) ; Triozol I [ Invitrogen /A ] ;
SYBR Green jifi i %! qPCR Master Mix i) | ABI 2\ % ;Re-
al-time PCR § 14/l 5 Applied Biosystems; 33 % K7 &ty
[ Takara /7] ; T B B K HAIKE KR A BIO-RAD A A ;
1.3 LWH*E
1.3.1 LR EE PCR - IUERAHLIER H4410.1 g &
F 1.5 mL .04, A 1 mL Trizol, ZE5PEALHKHEL5)
HLINA 200 WL PSR R AT, 26 VK BB AR Ay R R

FrkE#E.CHL 12000 rpm B0 15 min, $f 1 E M/ NO A
SEPUR AR 1.5 mL 204 IRA)S vk E#E 10 ming 4R
J& 12000 rpm 50> 10 min, /NCFEdE B3, TUEM 1 mL % #Y
75% 9 BB, 8000 rpm £5.0 10 min, 5 F 3 , T3E HB 43 0]
4 RNA, SR 5% RNA %% T DEPC 7K b B A4 /K 730+, R
SHMr I RNA YR DL S, FF AR 18 st 3R] 1
45 RNA %58l cDNA,

M4 GenBank f& i LN 51, 703l it Watl \Wnt3 |
Wnt3a , B-catenin ,CyclinD1 F c-Myc %54rF A5 4, 751 3
17N o St 5 | i3l JCR B FIRE S Pk A T 96F , 28 Uk 571k
B TR S g . MK R : 2x SYBR Green mix 10
pL, B3/ TS 147010 wmol - 1)4%5 1 wL,cDNA 1 nL, ¥ A€
IKELARFN 20 L., RT-PCR B EEALAN 20 pL, 4 e i) £L
B WA N AR, A PCR AR T, 1500 r-min® B0 2
min, $Z R IR SR FUEPE 95 C, 30 558195 T, 585
IBASER 60 C 30 s; MyEIAMRINZ . BmitHAS N EAm
mRNA FKEKF-,

* 1 LRZEEESE PCR 5|1

Table 1 Fluorescence quantitative PCR primers at actual time

E & Gene & (bp )Base(bp) _Ei%(5'-3" ) Upstream( 5'-3') Tif( 5'-3" )Downstream( 5'-3")
Wntl 229 ACGTAGCCTCCTCCACGAACCTGC CGCATCTCGGAGAATACGGTCG
Wnt3 148 AGCGCCTCGGAGATGGTAGTA CTGGGTTGGGCTCACAAAAGT

Wnt3a 84 CAGGGTGAAGACATGCTGGTG CGAGGCGCTGTCGTACTTGT
-Catenin 285 CGTGGACAATGGCTACTCAAGC TCTGAGCTCGAGTCATTGCATAC
CyclinD1 154 TTCGGGTAGTGGAAAACCAG CAGCAGCTCGAATTTCTTCC

c-Myc 237 AACTACCTGGACCGCTTCCT CCACTTGAGCTTGTTCACCA

B-Actin 309 AGCGGGAAATCGTGCGTG CAGGGTACATGGTGGTGC

1.3.2 Western blot 3% H 0.1 g B H AL H B AL,
SIE T 200 WL LAY 1.5 mL B0 R A, 78
vk I #E 30 min /5, 12000 rpm 5.0 15 min, W4E i, %A
BCA & 128 I 5 X 0) S0 AR S VR

WFEE AT 80 C KT S ¥ &0 FEF A 4% Loading
buffer il 7k & 10 min F T SDS-PAGE, |4 SDS-PAGE, ## [i§
AR B LR LR 80 V RRIREN I UE A B, HL R
£ 120V HETRB TR 2GR T umbhi , P s, 451k fa ik o

SR e e TR D9 A T e R B I 1 R R R KT B UK B S
PVDF i€ [ ,PVDF JEXE 5% s §i4: b3t 30 min Ji5 , T
H S%BERR IR B —He b (REFRBLIA i T4 v B AR 13 B
FiHEL )4 C R, W H PBST 1% 3 Wk, &YX 5 min; [l 5%
IRIE W R B — T (TAEMREE 1.2000) Z iR 1 h,PBST
YR 3 IR, K 5 min. SR 5 &G AL 3, F sunshine chemiQ
4800 {X &AL, [RI LA B-actin A= N2, SRS H AR ik
T A0, H R A xR i = B MR A TS R EE
/B-actin Z5aiy K BE(H
L4 Gt

B B R F SPSS13.0 i 24 AT 430, 8k
PR x£ s Fom , THR R LBCR H AR50, TR R F R
F X kg, P<0.05 RN Z R AL FRE Lo

2 #R

2.1 Wntl,Wnt3,Wnt3a, B-catenin,CyclinD1 #1 c¢-Myc % Real
time PCR 58

R E 1 Fron, 5IEE B A8, B4 watl
Wnt3 Wnt3a CyclinD1 £ c-Myc 2575 [ i) mRNA 7K 3B i 7}
B ESA BES R E L (P<0.05), BRI B-catenin
I mRNA ACERIE R B 8w, (HR B Tg A X
(P>0.05),
2.2 /& B-catenin, BiEE 1L B-catenin, 1% K B-catenin HE H
Western blot 558

K H Western blot 4347 T Wnt {5551 1% 1 &L B-catenin
ik B-catenin 4% N B-catenin 751k, 455 ANE 2D fT7R o SR
BT AT E B B WOR B A S B B-catenin AT A% N
B-catenin £ /K FHRIEH B AL I, 22 723 A B ESTT
2ERL(P<0.05), HIEH BAHSULE, BRIk B-catenin 75 B Ji
AP 3 TR, ZE A G L (P<0.05).
2.3 Wntl  Wnt3,Wnt3a 7k E 5 @B R* &

GERIE 3 R, 4l B 414ih Watl \Wnt3  Wnt3a
mRNA JK PRI H B RS B, 2R G 5eit=m L
(P<0.05),
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Fig.1 Comparison of Wntl, Wnt3, Wnt3a, 3-catenin, CyclinD1 and c-Myc mRNA level in normal gastric tissue and gastric cancer tissue
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Fig.2 Comparison of total B-catenin, nuclear 3-catenin and phosphorylation 3-catenin protein level in normal gastric tissue and gastric cancer tissue
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Fig.3 Comparison of Wntl, Wnt3, Wnt3a mRNA level in metastasis group and un-metastasis group
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Wt {5538 2 W A7 AR T A Fh sl W IR 15558 i, 72
BERRIER AT . S5 S 50 i b f H 2R
FHRO, Wt {553 [ B FE Z0 8 Wt 5538 5, 41 MR PR
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SE R, R Wt {558 I th 2R AT AL, (HOE &
PATT AT I0AE A FEEE AL OE B-catenin 752 i B P Ik SR S5
I WFSE R AEIE R A, Wt {5538 B AL T UGS,
YL B-catenin — &4 S ANAIEE Y E-cadherin 454, —#&
435 APC GSK-3 J& Axin 85K TEME G, AL F - BAK
PR, AT i B  B-catenin 2 [ & R ARA , BRI JE L
T Wt {553 pg

2 i B R ST 3 35 P 1) 748 B4 ] S 30O R 0 s T L 3
AT IR MR AL, ARG A R MR T 1
AR RS 7R Wt {5558 B 7E B 0 R B R SR i B B
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BEAHSCTR (MR I, BFSE 45 3R Won 78 B A 21 Watl |
Wnt3 1 Wnt3a mRNA JK - 3425, Wntl Wnt3 F1 Wnt3a Jj&
wit {55l B B E S, HAT 54 MR Frz 3%
Pz R G A I S B Z RS B IE L = RAK, I (5 5 2B
AN MINE S Dsh 2 (@5 RAL, AMH T GSK-3p Ay4:
Y2 TE e, TG HE N B-catenin B RR AL R, T S 3L
B-catenin FEANAL T R AE U, RATAIAFGE s Watl |
Wnt3 FI Wnt3a [ 5 K2R K H0E T N IR+, fff B-catenin )
mRNA g 2 |-, Western blot i} 7R fifi P4 &L B-catenin & [ 7K F
3, T BERR AL 1Y B-catenin 7K B i T, A0fEAR%
B-catenin /K . 3% FIH, X —A{LIRA T Wntl \Wnt3 Fi
Wnt3a [ 2235 B-catenin JE , HE AN, R F IR SL A
BOME 29 TR, AT AT DL Wt Wnt3 Il Wnt3a By g5k
16 B R AN Wit {5538 MOH0E PSS EEMEH . ARSI
B HT T Wt {5 538 IR #E 3L K CyclinD1 Fil c-Myc f) mRNA
FIREN, PR RERE EW H A8, CyclinDl Al
c-Myc Y mRNA /K- 52 B, X —25 15 B AT HaE — 20
VLI B ZH S Witl \Wnt3 Fl Wnt3a B9 5 288805 T TS
SO FEMIECT Wt {558 B S5 0

VI Z W 5E Wit {5538 B TE 5 MR B AR e — e %
AU, AT T B B A4 B3 Wntl \Wnt3 Al
Wnt3a 7K, Z53R BoR BB AR B4 Watl Wnt3
1 Wnt3a mRNA /KFBR 8 & FIEF A, B B & 251, 32
7 Wt {55380 J S K0 STk T BE RS . BTN
Wt {5538 i 76 I T A0 2k o, g RTRAT] Wit
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